Direct link to deposited data
http://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE73618.
Experimental design, materials and methods

Experimental design
We overexpressed Spc1/Spc1K49R in S. pombe cells, and then looked at the changes in the transcriptional profile of the cells. Earlier reports on identification of Spc1 dependent gene expression do exist [11] . However in those screens transcriptional changes were identified after deleting Spc1. Spc1 is known to have contrasting effects on cellular physiology (especially cell division) in a dose dependent manner. We argued that deletion and overexpression of Spc1 may therefore represent two extremes of such dose dependent effects and therefore overexpression may identify newer targets of Spc1. We also overexpressed Spc1K49R to check whether these transcriptional changes were entirely dependent on the kinase activity or not.
Strains, media and growth conditions
S. pombe strain used in this study was a wild type strain GSY001 (h-leu1-32 ura4-D18, a gift from Paul Russell). Cells were grown as described by S. Moreno et al. [12] . All cells were grown at 30°C in Edinburgh's Minimal Medium (EMM)-Leucine. 
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S. pombe transformations
One milliliter of an overnight S. pombe culture in YES was harvested and then resuspended in 0.5 ml PEGLET (10 mM Tris [pH 8], 1 mM EDTA, 0.1 M lithium acetate, 40% polyethylene glycol [PEG] ). Five microliters of denatured salmon sperm DNA (10 mg/ml) was added to it. One microgram of the purified plasmid DNA was then added to this mixture and allowed to stand overnight at room temperature, after which the cells were resuspended in 150 μl YES and spread onto appropriate selection plates.
Overexpression of Spc1/Spc1K49R
Wild type S. pombe cells were transformed separately with the plasmids pGS017 (empty vector pREP41; control) or pGS023 (pREP41 + Spc1; for Spc1 overexpression) or pGS041 (pREP41 + Spc1K49R; for Spc1K49R overexpression). pGS023 (or pGS041) contain the full length Spc1 gene (or the Spc1K49R mutant) cloned downstream of the nmt1 promoter which is fully repressed in the presence of Thiamine. Single colonies were inoculated in liquid media and grown to saturation in EMM-Leucine + 20 μM Thiamine. The cells were then harvested, washed to remove Thiamine and resuspended in fresh EMM-Leucine media and incubated with shaking at 30°C for 24 h to allow derepression of the nmt1 promoter and consequent overexpression of Spc1/Spc1K49R.
Sample preparation and hybridization
The quality of RNA isolated was analyzed in an Agilent 2011 Bioanalyzer with an RNA LabChip kit according to the manufacturer's protocol. The array used in this microarray was Affymetrix -Gene Chip Yeast Genome 2.0 (Affymetrix, Santa Clara, CA). The array format was 100 midi. This array contained probes for both S. pombe and Saccharomyces cerevisiae. For each sample total RNA was isolated and then used for first strand cDNA synthesis which was followed by a second strand cDNA synthesis. This was done according to the protocol in Affymetrix GeneChip 3′ IVT Express Manual (Affymetrix 2008). Biotin labeling was performed for 16 h at 40°C. The fragmented and biotin labeled cDNA was hybridized to the arrays. The hybridization was done for 16 h at 10 rpm at 65°C. The hybridized arrays were scanned using Affymetrix Scanner G 300 7G.
2.6. Microarray data analysis 2.6.1. Normalization and quality control
After scanning of slides, raw data sets were extracted from scanned CEL files and analyzed using GeneSpring GX12.6 software. Raw data was processed using RMA (Robust Multi-array Average) normalization algorithm that consists of three steps: a background adjustment, quantile normalization and finally summarization. Genes of low intensity information content in each data set were filtered by excluding probes corresponding to intensities less than the 10.0 percentile in the raw data. Quality control of the data was done by Principal component analysis method.
Differential gene expression analysis
Statistical analysis was performed for the identification of differentially expressed genes. The moderated t-test method was applied for assessing the statistically significant differentially expressed genes between the control sample (not overexpressing Atf1) and the sample in which Atf1 was overexpressed. The p-value cut-off 0.05 was considered statistically significant.
Results and discussion
Differential gene expression was observed for genes corresponding to 3445 probes. This data was further refined by setting a ≧ 1.5 fold change cut-off for differential gene expression. Only 42 genes were found to exhibit differential expression after Spc1 overexpression, while 132 genes were found to be differentially expressed after Soc1K49R overexpression (see Table 1 ). The Yeast Genome 2.0 Array contains probes for both S. pombe as well as S. cerevisiae. Given the high degree of homology of the genome sequence of both these organisms, positive hybridization results were obviously observed for probes designed against S. cerevisiae genes also. Tables 2, 3 
